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associated with morbidity starting at least 1 year or more after surgery in patients who experience symptomatic hyperinsulinemic hypoglycemic episodes [3, 4] . Several hypotheses have been proposed for the underlying cause of postprandial hyperinsulinemia after RYGB [5] [6] [7] . Higher glucagon-like peptide-1 (GLP-1) levels after surgery detected in both gut tissue and blood samples indicate that excessive GLP-1 secretion may be responsible for the enhanced insulin levels. Alternatively, there is evidence that an increase in intestinal glucose transporters and increased gut absorption of glucose after RYGB may then drive increased insulin secretion [8] [9] [10] . Another possible etiology is that before RYGB, patients develop increased b-cell mass to compensate for insulin resistance, which then results in hyperinsulinemic hypoglycemia when insulin sensitivity (SI) improves after weight loss. Furthermore, chronic exposure to increased levels of GLP-1 may inhibit b-cell apoptosis, resulting in increased b-cell mass [11] .
The aim of this study was to investigate whether patients who have undergone RYGB have evidence of increased b-cell function when assessed independently of gut stimulation. Maximal islet cell function can be elicited by administration of intravenous arginine in the setting of high blood glucose levels [12] . Although there are other methods for eliciting maximal islet cell response, arginine stimulation after a glucose ramp was found to be better than either glucose alone or glucagon [13, 14] . Our study used arginine stimulation after a hyperglycemic glucose ramp to determine if there is evidence for increased b-cell function after RYGB.
Materials and Methods

A. Study Participants
Post-RYGB subjects (n = 12) were at least 18 months postsurgery, had a weight loss of $15% of presurgery total body weight, and had been weight stable for at least 6 months. Two control groups consisted of healthy patients with obesity who were mean matched for body mass index (BMI), SI evaluated by intravenous glucose tolerance testing (IVGTT), and hemoglobin A1c (HbA1c) to post-RYGB subjects (n = 10) and nonobese (BMI, 18 to 25.5 kg/m 2 ) individuals (n = 8). Main exclusion criteria included diabetes or a history of diabetes before surgery (to lessen baseline impairment of b-cell function as a confounding variable), use of diabetes medication, use of medications with known effects on glucose homeostasis, and current serious illness. The study protocol was approved by the Columbia University Internal Review Board, and all subjects gave informed written consent.
B. Interventions
All subjects underwent frequently sampled IVGTT as previously described [15] , followed by an arginine stimulation test [13] . After a 10-hour fast, glucose (0.3 g/kg body weight as dextrose 50 g/dL) was administered intravenously within 2 minutes at t = 0, and subsequent samples were obtained at 2, 3, 4, 5, 6, 8, 10, 12, 14, 16, 19, 22, 24, 25, 27, 30, 40, 50, 60, 70, 90 , 100, 120, 140, 160, and 180 minutes. At 20 minutes, an intravenous injection of regular insulin (0.03 U/kg body weight) was administered to increase the accuracy of measuring SI [16] . One hour after completion of the IVGTT (4 hours after initial administration of glucose), subjects received a progressively increasing infusion of a 20% dextrose solution at a rate of increase of~0.3 mM/min over 60 minutes to increase blood glucose levels to approximately 25 mM (450 mg/dL). A supplemental 25-mL bolus of D50% as used in other studies [17] was required to achieve this blood glucose goal in 10 subjects: two lean controls, six controls with obesity, and two RYGB patients. After a 5-minute hyperglycemic clamp, an intravenous bolus injection of 5 g of 10% arginine was administered over 30 seconds. Blood was sampled at 2-minute intervals for 10 minutes. No less than 1 week after the arginine stimulation, fasting subjects were given a liquid test meal of 320 kcal of Optifast (Nestle Healthcare Nutrition, Inc., Bridgewater, NJ) consisting of 50% carbohydrate (40 g total carbohydrate; 34 g sugar), 35% protein, and 15% fat. Venous blood was drawn from an indwelling catheter. Test meal data were unavailable from one subject in the nonobese group.
C. Assays
Assays for determination of hormone concentrations were as follows: (i) insulin [18] and C-peptide [19] were measured using the Immulite Analyzer (Siemens, Los Angeles, CA); (ii) total GLP-1, and , was measured by ELISA (Millipore, Billerica, MA; assay sensitivity 1.5 pM; intra-assay and interassay coefficients of variation of 2% and ,12%, respectively; no significant cross-reactivity to GLP-2, gastric inhibitory polypeptide, glucagon, and oxyntomodulin) [20] ; and (iii) glucagon was measured by RIA (Millipore; assay sensitivity 18 pg/mL; intra-assay and interassay coefficients of variation of ,7% and ,14%, respectively; cross-reactivity to oxyntomodulin ,0.1%) [21] . All samples analyzed by ELISA or RIA were run in duplicate, and an internal standard from pooled plasma was included in each assay to ensure consistency between assays.
D. Calculations and Statistical Analysis
Acute insulin response to glucose, SI, and the disposition index (DI) were calculated using the Bergman minimal model (MINMOD Millennium 6.02 software) [22] . The potentiation of glucose-stimulated b-cell secretion by arginine at 25 mM glucose [maximal insulin secretion quantified after arginine stimulation (AinsRmax)] was computed as the mean of the three peak insulin values after arginine was injected, with subtraction of the insulin value at maximal blood glucose before arginine administration [17] . Parameters of maximal a-cell secretion using plasma glucagon measurements were computed in a similar fashion (AglucRmax). b-Cell sensitivity to glucose was calculated as the slope of plasma insulin or C-peptide vs plasma glucose during the 60-minute glucose ramp. The insulinogenic index was calculated as the change in insulin level 15 minutes after the test meal compared with the fasting level divided by the change in blood glucose value from fasting over the same time period. The C-peptide index was similarly calculated. Data are presented as mean 6 SEM. Area under the curve (AUC) was calculated using the trapezoidal rule. The primary endpoint was AinsRmax. ANOVA with the post hoc Tukey test was used to determine P values, which were considered statistically significant if ,0.05 using GraphPad Prism version 6.0f for Mac OS X.
Results
The pre-RYGB BMI was 46.3 6 6.3 kg/m 2 . Subjects had experienced a mean loss of 32.7 6 2.7% total body weight over a duration of 5.1 6 0.9 years after surgery. By study design, the mean BMI was similar between post-RYGB subjects and controls with obesity, with both groups having greater BMI than the nonobese control group (Table 1 ). All three groups had similar fasting levels of glucose, insulin, HbA1c, and GLP-1. Fasting glucagon levels were greater in the RYGB and obese control groups than in nonobese controls.
Because of the marked early postprandial changes in circulating glucose and hormone levels, test meal data are presented as peak values and AUC values from 0 to 60 minutes and from 0 to 120 minutes ( Fig. 1; Table 1 ). Peak postprandial values of glucose, insulin, C-peptide, GLP-1, and glucagon were all greatest in the RYGB group. Of note, glucose, insulin, C-peptide, and GLP-1 values returned to fasting levels 2 hours after meal test ingestion, whereas glucagon level remained significantly higher in the RYGB group than in the controls with obesity (P = 0.02) and nonobese controls (P = 0.001). AUC 0-60 values for insulin, C-peptide, GLP-1, and glucagon were significantly greater in the RYGB group than in both control groups expect for C-peptide between RYGB and nonobese controls (P = 0.054). Although peak values of insulin and C-peptide were higher in the RYGB group, when adjusted for change in glucose levels, the insulinogenic and C-peptide indices were not different from those of the control groups. Although no subject reported symptoms of hypoglycemia during the meal test, there were instances in all three groups of glucose levels dropping below 70 mg/ dL, a widely accepted cutoff level for hypoglycemia. The numbers of subjects reaching below 70 mg/dL were four (57%), three (30%), and seven (58%) in the nonobese, obese, and RYGB groups, respectively.
Results from the IVGTT and arginine stimulation after the glucose ramp are presented in Table 2 . As calculated from the IVGTT, SI, acute insulin response to glucose, and DI were not significantly different between groups. The glucose ramp b-cell sensitivity calculated from insulin and C-peptide values during the glucose ramp was also similar between groups ( Table 2 ). All groups reached similar peak glucose levels during the hyperglycemic clamp. Levels of glucose, insulin, and glucagon during the glucose ramp and after arginine stimulation are depicted in Fig. 2 . Although postprandial insulin and glucagon levels were increased after RYGB compared with levels in the control groups, the responses to arginine (AinsRmax and AglucRmax) were not different between groups.
Discussion
In this study, we demonstrated, as expected, that marked postprandial hyperinsulinemia was uniquely associated with the RYGB group compared with two control groups matched for HbA1c and SI as determined by IVGTT. Similarly, the peak postprandial level of GLP-1 in the surgical group was twofold greater than in the control groups. We investigated whether postprandial hyperinsulinemia after RYGB may be due to increased b-cell function by using a hyperglycemic clamp and arginine stimulation but found similar levels of insulin secretion after arginine stimulation. Because the maximal insulin level after RYGB was similar to that in controls, it appears that the meal-induced hyperinsulinemia was not likely the result of "hyperfunctioning" islets in our subjects and that other mechanisms likely underlie increased postprandial blood insulin levels after surgery. Consistent with our finding, another study showed a similar insulin response to arginine in post-RYGB subjects compared with BMI-matched controls [23] , although maximal stimulation was not tested because the hyperglycemic clamp reached only 9 mM glucose as opposed to 25 mM, the greater concentration required to elicit maximal potentiation of insulin secretion [12] . More important, it should be noted that none of our study patients reported a history of neuroglycopenia or experienced symptomatic hypoglycemia during the meal test, even though nadir glucose values were as low as 45, 50, and 42 mg/dL in the nonobese, BMImatched, and RYGB groups, respectively. Patients with neuroglycopenia have exhibited exaggerated incretin and insulin secretory response to a mixed meal [24] , lower postprandial insulin clearance rates [25] , or increased insulin-independent glucose disposal [6] compared with asymptomatic post-RYGB patients. It would be interesting to determine whether arginine stimulation results in higher insulin secretion in patients who experience neuroglycopenia.
Another unique aspect of the RYGB group is the postprandial trajectory of blood glucose levels, which had an early and approximately 28% greater peak compared with that of controls. A study comparing food passing through the post-RYGB gut suggests that decreased gut transit time, which is a factor in increasing glucose absorption and the release of intestinal hormones, is related to an increase in circulating insulin level [8] . Several studies using a glucose tracer demonstrated changes in glucose kinetics after RYGB in response to meal ingestion [10, [26] [27] [28] . Coincident with the glucose peak we observed increased levels of GLP-1 and insulin. When we examined the insulinogenic index, the meal test results showed that increased insulin levels were proportionate responses to the increased glucose levels given that there were not significant differences in comparison with the control groups. In fact, the C-peptide index was nearly identical between RYGB and obese controls (P = 0.99) even though peak C-peptide level was almost threefold greater after RYGB (P = 0.001). Our results suggest that the exaggerated insulin secretion after RYGP may be related to accelerated transit and absorption of glucose [8, 9] and is an appropriate response to the higher blood postprandial glucose levels in surgical subjects.
It has been suggested that increased b-cell mass may underlie excessive insulin secretion after RYGB. Currently, no procedures can directly measure or image b-cell mass in humans, although maximal islet cell function has been shown in some circumstances to be a good proxy measurement [29] . Measurement of maximal insulin secretion after arginine stimulation under hyperglycemic conditions has correlated with b-cell mass after autologous b-cell transplants in baboons [30] . In a study of patients with chronic pancreatitis who underwent autologous islet cell transplantation, arginine stimulation also correlated well with the number of transplanted islets [13] . However, no studies have indicated that this methodology can be used as a surrogate measure for b-cell mass in humans after RYGB, so our results must be interpreted with caution when considering any relationship with b-cell mass. In animal models of bariatric surgery, variable results have been obtained regarding the effect on b-cell mass. Increased b-cell mass was observed in a porcine model of nonobese nondiabetic animals [31] and in obese rats after RYGB [32] . A strength of these studies was the ability to use direct measurements of b-cell mass and islet cell number. However, a small study involving GotoKakizaki rats showed no increase in b-cell mass after sleeve gastrectomy and duodenaljejunal bypass [33] . In a human study, pancreatic tissue obtained from patients with symptomatic postprandial hypoglycemia after RYGB did not show increased b-cell mass [34] , although others have reported opposite results [3, 4, 35] . Given these discrepant results, the important question of whether RYGB causes changes in b-cell mass is still open. An interesting finding in this and other studies is that both the RYGB and the obese control groups had higher fasting levels of glucagon than the nonobese controls; however, unique to the RYGB group was a sustained postprandial elevation of glucagon levels that was greater than in BMI-matched controls [25, 27, 28, 36, 37] . Although seemingly paradoxical, this hyperglucagonemia may be necessary to prevent further hypoglycemia in the presence of postprandial insulin levels, which were fourfold higher in the RYGB group. Increased glucagon levels may also be beneficial for the maintenance of weight loss through the well-documented effects of glucagon on satiety and energy expenditure [38] [39] [40] . It is unclear why there was sustained elevation of glucagon even 2 hours after meal ingestion. Possibilities include aberrant cleavage of preproglucagon within the intestinal L cells after RYGB and/or lack of a-cell suppression [41] . It is unlikely these results are due to lack of assay specificity, as we ran duplicates of samples across a range of concentrations in an ELISA from Mercodia (Uppsala, Sweden) that has been tested for specificity [42] and found that the correlation between the RIA used in this study and the Mercodia ELISA was r = 0.779, P , 0.0001 (data not shown). Perhaps the most likely explanation is stimulation of glucagon secretion by GLP-2, which has been shown to increase in the postprandial state after RYGB [43, 44] .
Another intriguing finding is a trend toward decreased b-cell sensitivity in the RYGB group compared with controls with obesity. This unexpected observation is consistent with a recent cross-sectional study by Salehi et al. [45] that reported more than 50% less sensitivity in a post-RYGB group than in controls matched for age, BMI, and fat mass. A previous study, however, did not show a difference between RYGB and controls [46] . These observations deserve further attention given the cross-sectional nature of the studies and differences in results.
A limitation of our study is that subjects were not studied before surgery; however, we have shown that postprandial hyperinsulinemia is uniquely observed after RYGB, as it was not present in nonsurgical controls matched for BMI, SI, and DI. Our results suggest that the mechanism underlying postprandial hyperinsulinemia is likely an appropriate response to rapid nutrient transit and increased glucose absorption through the surgically altered gut rather than changes in intrinsic b-cell function.
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